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ABSTRACT: Molecular excitons, which propagate spatially via electronic energy transfer,
are central to numerous applications including light harvesting, organic optoelectronics,
and nanoscale computing; they may also benefit applications such as photothermal therapy
and photoacoustic imaging through the local generation of heat via rapid excited-state
quenching. Here we show how to tune between energy transfer and quenching for
heterodimers of the same pair of cyanine dyes by altering their spatial configuration on a
DNA template. We assemble “transverse” and “adjacent” heterodimers of Cy5 and Cy5.5
using DNA Holliday junctions. We find that the transverse heterodimers exhibit optical
properties consistent with excitonically interacting dyes and fluorescence quenching, while
the adjacent heterodimers exhibit optical properties consistent with nonexcitonically
interacting dyes and disproportionately large Cy5.5 emission, suggestive of energy transfer
between dyes. We use transient absorption spectroscopy to show that quenching in the
transverse heterodimer occurs via rapid nonradiative decay to the ground state (∼31 ps)
and that in the adjacent heterodimer rapid energy transfer from Cy5 to Cy5.5 (∼420 fs) is
followed by Cy5.5 excited-state relaxation (∼700 ps). Accessing such drastically different photophysics, which may be tuned on
demand for different target applications, highlights the utility of DNA as a template for dye aggregation.

Molecular (dye) aggregates are of interest in a number of
fields including natural and artificial light harvesting,1−5

organic optoelectronics,6−8 and nanoscale computing.9−16 An
essential element in each of these fields is the process of energy
transfer. In natural light harvesting, for example, electronic
energy is usually transported with high quantum efficiency
from the antennae to the reaction centers, where charge
separation occurs to drive the energy-storing chemical reaction.
In organic optoelectronics, such as solar cells, efficient energy
transfer to a donor:acceptor interface is needed for overall high
light-to-electrical conversion efficiencies. In the case of
nanoscale computing, efficient energy transfer is needed for
efficient optical coupling to and from readouts in nanoscale
computing materials.
An essential element of long-range, spatially directed energy

transfer is that it is downhill, i.e., decreasing, in energy. In order
for the process to be downhill in energy, at least two distinct
transition energies are needed. One way in which to effect two
distinct transition energies is to chemically modify dyes.
Bringing two chemically distinct dyes together in close
proximity forms a heteroaggregate. An advantage of hetero-
aggregates is that chemically distinct dyes are generally
optically distinctsuch selectivity can be leveraged in

photophysical studies to access key and sometimes elusive
mechanistic insight.
Dye aggregates also frequently undergo an aggregation-

induced excited-state quenching process.17−30 In this case, a
substantial amount of light (or electronic) energy is converted
into heat. While this process would be detrimental to light
harvesting, organic optoelectronics, or nanoscale computing,
there are other fields that would benefit from highly efficient
light-to-heat conversion, such as photothermal therapy (PTT)
and photoacoustic imaging (PAI). In PTT, for example, cancer
cells are targeted by selectively and locally exciting materials
that efficiently convert light energy into heat and elevate the
temperature in the vicinity of the cancer cells. Recently,
polymer-encapsulated nanoparticles and nanomicelles of
derivatives of heptamethine cyanine and boron dipyrrome-

Received: January 4, 2022
Accepted: March 15, 2022
Published: March 23, 2022

Letterpubs.acs.org/JPCL

© 2022 The Authors. Published by
American Chemical Society

2782
https://doi.org/10.1021/acs.jpclett.2c00017
J. Phys. Chem. Lett. 2022, 13, 2782−2791

https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Azhad+U.+Chowdhury"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Sebastia%CC%81n+A.+Di%CC%81az"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jonathan+S.+Huff"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Matthew+S.+Barclay"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Matthew+Chiriboga"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Gregory+A.+Ellis"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Gregory+A.+Ellis"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Divita+Mathur"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Lance+K.+Patten"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Aaron+Sup"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Natalya+Hallstrom"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Paul+D.+Cunningham"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jeunghoon+Lee"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jeunghoon+Lee"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Paul+H.+Davis"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Daniel+B.+Turner"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Bernard+Yurke"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="William+B.+Knowlton"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Igor+L.+Medintz"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Joseph+S.+Melinger"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Joseph+S.+Melinger"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Ryan+D.+Pensack"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/showCitFormats?doi=10.1021/acs.jpclett.2c00017&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jpclett.2c00017?ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jpclett.2c00017?goto=articleMetrics&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jpclett.2c00017?goto=recommendations&?ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jpclett.2c00017?goto=supporting-info&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jpclett.2c00017?fig=tgr1&ref=pdf
https://pubs.acs.org/toc/jpclcd/13/12?ref=pdf
https://pubs.acs.org/toc/jpclcd/13/12?ref=pdf
https://pubs.acs.org/toc/jpclcd/13/12?ref=pdf
https://pubs.acs.org/toc/jpclcd/13/12?ref=pdf
pubs.acs.org/JPCL?ref=pdf
https://pubs.acs.org?ref=pdf
https://pubs.acs.org?ref=pdf
https://doi.org/10.1021/acs.jpclett.2c00017?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://pubs.acs.org/JPCL?ref=pdf
https://pubs.acs.org/JPCL?ref=pdf
https://creativecommons.org/licenses/by-nc-nd/4.0/
https://creativecommons.org/licenses/by-nc-nd/4.0/
https://creativecommons.org/licenses/by-nc-nd/4.0/
https://creativecommons.org/licenses/by-nc-nd/4.0/
https://acsopenscience.org/open-access/licensing-options/


thene dyes have been demonstrated as candidate PTT and PAI
agents.31,32

There are many different methods for aggregating dyes.
Originally, dyes were aggregated spontaneously in concen-
trated solution. While this approach enabled numerous
fundamental studies of dye aggregates,33−35 a disadvantage of
spontaneous aggregation is the lack of control over the number
of dyes present in the aggregates and dye packing within the
aggregates. An alternative approach is to tether dyes to a
conventional polymer, which provides control over the number
of dyes that can be aggregated and the distance between them,
though control over their relative orientation remains
challenging.36 Nature has overcome these challenges by using
proteins to template dye aggregates, resulting in sophisticated
light harvesting assemblies.4,5,37 Similarly, an emerging
approach to template dye aggregates is by using
DNA.23−26,38−52 DNA templating is an appealing alternative
due to its simpler assembly design rules, i.e., four nucleotides
and Watson−Crick base pairing, which results in highly
programmable assembly. Additionally, the configuration space
of DNA templating is substantial. For example, there are over 1
million different configurations for an oligonucleotide
sequence consisting of just 10 nucleotides. Bringing all of
these factors together has led to the blossoming field of DNA
nanotechnology, wherein arbitrary three-dimensional nano-
structures have been designed and implemented.53−58

In this Letter, we show how to tune between two drastically
different types of photophysicsunity quenching and unity
energy transferin aggregates of the same pair of dyes. The
pair of dyes at the focus of the study are the chemically distinct
dyes Cy5 and Cy5.5 (Supporting Information, section S1).
Cy5 and Cy5.5 are chosen for their optimal photophysical
characteristics, namely, intense visible light absorption, bright
fluorescence emission, and overlapping emission and absorp-
tion spectral bands.59,60 The dyes are covalently tethered to
DNA oligonucleotides, which are then assembled into DNA
Holliday junctions57,58 to form “transverse” and “adjacent”
dimer aggregate configurations (Scheme 1). Details of the
synthetic procedure for oligonucleotide labeling and assembly
of DNA Holliday junctions are discussed in the Supporting
Information (section S2).
The steady-state absorption spectra of the monomers and

heterodimers in aqueous buffer solution are presented in
Figure 1. The absorption spectrum of Cy5 monomer exhibits
its most intense absorption feature at ∼650 nm, with two
higher-lying bands at ∼610 and 560 nm. Because of its longer
conjugation length, the absorption spectrum of Cy5.5
monomer is red-shifted relative to Cy5 monomer, exhibiting
its most intense absorption feature at ∼695 nm. As with Cy5
monomer, the Cy5.5 monomer exhibits two higher-lying bands
at ∼643 and 587 nm. The position of these higher-lying bands
indicates that the electronic transition of both monomers is
coupled to a vibrational mode with an energy of ∼1100 cm−1

(∼0.14 eV). In addition, the extinction coefficients of Cy5 and
Cy5.5 are similar, ∼243000 and ∼244000 M−1 cm−1,
respectively, in the vicinity of their respective absorption
peak maxima (Supporting Information, section S5). Such large
peak extinction coefficients are consistent with fully allowed
electronic transitions (i.e., oscillator strength, f = 1) and
maximal transition dipole moment (TDM) amplitudes.61 For
example, ab initio quantum chemical calculations indicate the
TDM amplitude of the S0 → S1 transition of Cy5 is ∼16 D.62,63

Figure 1 also displays the absorption spectrum of the
transverse heterodimer solution, which exhibits considerable
changes compared to the monomers. Specifically, the trans-
verse heterodimer exhibits an intense, hypsochromically shifted
(or blue-shifted) absorption band centered at ∼618 nm and
suppression of absorption intensity at longer wavelengths.
Additionally, the steady-state circular dichroism (CD)
spectrum of the transverse heterodimer solution exhibits
prominent positive- and negative-going features at 622 and
716 nm, respectively, whereas the corresponding spectra of the
monomer solutions are featureless in the same spectral range
(Supporting Information, section S6). These changes in the
optical properties of the heterodimer compared with the

Scheme 1. Schematic Representations of Cy5 and Cy5.5
Monomer and Heterodimer Constructs Templated Using
DNA Holliday Junctions (HJs)a

aEach right-angle arrow represents a single oligonucleotide sequence
consisting of 26 nucleotides, with 13 nucleotides on either side of the
central dye. The actual HJ structure is believed to be somewhat planar
with an estimated length × width of 10 nm × 10 nm based just on
DNA extension. HJs are formed by adding stoichiometric amounts of
each labeled and unlabeled A through D oligonucleotides in buffer
and allowing them to hybridize in a polymerase chain reaction
thermal cycler as described in the Supporting Information.

Figure 1. Steady-state absorption spectra of DNA-templated Cy5 and
Cy5.5 monomers and heterodimers in 1× TAE buffer with 15 mM
MgCl2 added and measured at room temperature. “Adjacent” and
“transverse” describe the relative position of the dyes in the Holliday
junction as shown in Scheme 1.
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monomers are consistent with relatively strong coupling and
exciton delocalization. They also appear to be largely
independent of the permutation of the DNA sequence used
to template their aggregation (section S7), which suggests that
while the DNA is essential to positioning the dyes precisely
and bringing them into close proximity, the dyes themselves
drive the aggregate packing. The interpretation that the dyes
largely drive the aggregate packing is supported by the
observation that the optical properties of Cy5 and Cy5.5
transverse homodimers exhibit similar trends (section S8),
namely, an overall hypsochromic shift of the absorption
spectrum compared with the respective monomer, indicating
that the dyes in the homodimers and in the heterodimer adopt
a face-to-face, or H-type, packing arrangement.64 Thus, we
observe considerable spectral changes in the case of the
transverse heterodimer, consistent with extensive coupling
between Cy5 and Cy5.5 dyes, while the overall hypsochromic
shift of the absorption spectrum indicates H-type packing
between Cy5 and Cy5.5.
To gain additional insights into packing and coupling in the

transverse dimer, we modeled its absorption and CD spectra.
Specifically, we employed an approach based on Kühn−
Renger−May (KRM) theory,65 which we have previously used
to derive information about packing and coupling in dimer,
trimer, and tetramer aggregates of Cy5,25,40,46 Square-660 (an
indolenine-based squaraine),52 and SeTau-670 (an aniline-
based squaraine rotaxane).38 Consistent with our expectations
of H-aggregation, the modeling indicates that the “oblique”
angle, α, between dyes (as the TDM is oriented along the long
axis of the dye) is ∼22° (section S9). The α value of 22° for
the transverse Cy5-Cy5.5 heterodimer is similar to values of
∼22°−27° reported for H-aggregate dimers of Square-660.52

Additionally, the modeling indicates that the dyes exhibit a
center-to-center distance and coupling strength of ∼0.63 nm
and ∼95 meV (∼770 cm−1), respectively. These values are
intermediate between the values of ∼0.81 nm and ∼59 meV
(590 cm−1) and ∼0.48 nm and ∼115 meV (930 cm−1) for Cy5
and Cy5.5 homodimers, respectively (section S9). Such
coupling strengths are considerable, comparable to the largest
value of ∼135 meV (∼1000 cm−1) reported for tetramer
aggregates of Cy5,25 and likely arise from the large TDM of the
constituent dyes along with their small center-to-center
distance.64 Thus, the KRM modeling confirms that the dyes
in the transverse heterodimer exhibit an H-type packing
arrangement and are relatively strongly coupled with one
another.
In contrast to the transverse heterodimer solution, the

absorption spectrum of the adjacent heterodimer solution does
not exhibit obvious signatures of exciton delocalization across
the dyes (Figure 1). Rather, at first glance, the absorption
spectrum of the adjacent heterodimer solution appears to
resemble a linear combination of the absorption spectra of the
constituent monomers. For example, the absorption spectrum
of the adjacent heterodimer solution exhibits its two most
intense absorption features in the vicinity of the most intense
absorption features of the constituent monomers. If the
absorption spectrum of the heterodimer is well-modeled by a
linear combination of the constituent monomers, this would
indicate negligible coupling between dyes in the dimer. On the
other hand, if the absorption spectrum of the heterodimer is
not well-modeled in this manner, this would indicate non-
negligible coupling between dyes in the dimer and/or
heterogeneity in the solution. We thus performed a linear

combination analysis and found that the absorption spectrum
of the adjacent heterodimer solution cannot be fully modeled
as a linear combination of the monomer spectra (section S10).
Specifically, while the sum of an equal fraction of Cy5 and
Cy5.5 monomer absorption spectra can model most of the
adjacent heterodimer solution spectrum, there is a non-
negligible residual, constrained to only have positive values,
with features peaking at ∼625 and 700 nm. Thus, either the
adjacent dimer solution is homogeneous and there is non-
negligible (i.e., intermediate or strong) excitonic coupling
between dyes or the adjacent heterodimer solution exhibits
structural heterogeneity, i.e., is a mixture of structures of
excitonically interacting and nonexcitonically interacting dyes.
To further investigate the optical properties of the adjacent
dimer solution, we performed CD measurements. The CD
spectrum of the adjacent dimer solution exhibits negative- and
positive-going features at ∼625 and ∼700 nm, respectively
(section S6). These results are consistent with the
interpretation that the adjacent dimer solution is a
heterogeneous mixture of structures of both excitonically
interacting dyes and nonexcitonically interacting dyes. For
example, if the solution were a homogeneous mixture of one
structure of excitonically interacting dyes, we can expect, to
first order, that the CD features should appear at the same peak
positions corresponding to the absorption maxima of ∼648
and ∼694 nm. In contrast, the locations of the spectral features
in the CD spectrum do not appear in these positions; rather,
they match the peak locations associated with the residual in
the linear combination analysis. Thus, the linear combination
analysis and the CD measurements indicate that the adjacent
heterodimer solution is heterogeneous and contains one
subpopulation of structures consisting of nonexcitonically
interacting dyes and another subpopulation of structures
where the dyes exhibit non-negligible excitonic interactions.
To gain additional insight into the electronic structure and

excited-state dynamics of the monomers and dimer aggregates,
we performed steady-state fluorescence emission measure-
ments. Fluorescence emission spectra are displayed in Figure 2.
The fluorescence emission spectra of Cy5 and Cy5.5 monomer
solutions are as expected; these spectra largely resemble mirror

Figure 2. Relative fluorescence emission spectra of monomers and
heterodimer solutions. The excitation wavelength for the measure-
ments was 615 nm. The fluorescence emission intensity of each
sample was scaled by dividing the intensity by the absorptance (i.e., 1
− transmittance) at the excitation wavelength. Each data set was
subsequently scaled by the normalization factor for Cy5 emission. A
close-up of the relative emission spectra of transverse and adjacent
heterodimers is presented in the inset.
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images of their corresponding absorption spectra (section
S11). Additionally, we observe that the emission intensity of
the series, with each spectrum scaled by dividing the intensity
by the absorptance (i.e., 1 − transmittance) at the excitation
wavelength at 615 nm, varies as ICy5 > ICy5.5 > IAD > ITD. These
results indicate that Cy5 monomer is the brightest emitter,
followed by Cy5.5 monomer and the heterodimer solutions.
To better understand variations in the relative emission

intensity of the monomer and heterodimer solutions, we
performed fluorescence quantum yield (FQY) measurements.
The FQY values for the Cy5 monomer, Cy5.5 monomer,
transverse heterodimer, and adjacent heterodimer solutions
were determined to be 0.45, 0.28, 0.010, and 0.11, respectively
(Table 1). These results are consistent with the relative

fluorescence emission intensities shown in Figure 2 while
providing additional quantitative insight. For example, the
FQY of the monomers are both large (i.e., both dyes are
“bright” or highly emissive) and are generally quite similar,
with the FQY of Cy5 monomer being ∼50% larger than that of
Cy5.5 monomer. In contrast, the FQY of the transverse
heterodimer solutions is suppressed considerably, which is
consistent with excited-state quenching, i.e., the presence of a
new, significant nonradiative pathway, concomitant with
aggregation. On the other hand, the FQY of the adjacent
heterodimer solution is intermediate between that of the
transverse heterodimer solution and that of the monomer
solutions.
The spectral profiles of the transverse and adjacent

heterodimer solutions provide additional insight into the
origin of the fluorescence emission (inset of Figure 2).
Curiously, the fluorescence spectra do not resemble a mirror
image of their corresponding absorption spectra. A linear
combination analysis of the fluorescence emission spectra of
the transverse and adjacent heterodimer solutions indicates
that these data can be fairly well modeled by a linear
combination of the monomer fluorescence emission spectra
(section S12). Thus, the emission from the heterodimer
solutions is attributed to emission from Cy5 and Cy5.5
monomers. To model the emission spectrum of transverse
heterodimer solution, we needed an ∼3:1 weighting factor of
Cy5 and Cy5.5. This is not surprising because one would
anticipate 3:1 weighting factor of Cy5 and Cy5.5 to model the
emission spectrum of transverse heterodimer solution (Figure
2) where the stoichiometric ratio of Cy5 and Cy5.5 dyes is 1:1.
Surprisingly, a disproportionately large weighting of 1:4 of
Cy5:Cy5.5 was required to model the adjacent heterodimer
emission spectrum. Given that Cy5 and Cy5.5 are also present
in this solution in a 1:1 stoichiometric ratio, this is ∼12×

higher compared to the expected 3:1 Cy5:Cy5.5 weighting
factor. This observation suggests that energy transfer may be
taking place from Cy5 to Cy5.5 in the adjacent heterodimer.
To investigate the origin of the significant nonradiative

decay observed in the transverse dimer solution, we performed
transient visible (VIS) absorption measurements. The results
are shown in Figure 3; surface plots are shown in the top row,
selected transient spectra (at a time delay of 5 ps) are shown in
the middle row, and selected kinetics (in the vicinity of the
most intense ground-state bleach [GSB] feature) are shown in
the bottom row. The selected transient spectra shown in the
middle row indicate that all of the materials, i.e., Cy5
monomer, Cy5.5 monomer, and the transverse heterodimer,
exhibit distinct spectral features. Specifically, Cy5 monomer
exhibits an intense GSB and stimulated emission (SE) feature
peaking at ∼660 nm along with two prominent excited-state
absorption (ESA) bands at shorter wavelength peaking at
∼455 and ∼505 nm, while Cy5.5 monomer exhibits an intense
GSB/SE feature peaking at ∼700 nm along with a prominent
ESA band at shorter wavelength peaking at ∼545 nm. The
locations of the most prominent GSB/SE features of the Cy5
and Cy5.5 monomers are consistent with the spectral positions
of their lowest- and highest-energy absorption and emission
bands, which are distinct for these two dyes (Figures 1 and 2).
Additionally, we find that the ESA bands, associated with
transitions taking place from the lowest electronic excited state,
i.e., S1, are also spectrally distinct for Cy5 and Cy5.5
monomers. In the case of the transverse dimer solution, the
most prominent GSB feature is observed peaking at ∼615 nm,
which matches well with the most intense feature in the steady-
state absorption spectrum, while a single ESA band is observed
at shorter wavelength, peaking at ∼470 nm.
The transient kinetics shown in the bottom row of Figure 3

are revealing with respect to the lifetimes of the Cy5 and Cy5.5
monomers and the transverse heterodimer. By performing a
global target analysis of the transient absorption data, the Cy5
and Cy5.5 monomer lifetimes are determined to be 1.7 ns and
930 ps, respectively. Corresponding transient kinetics traces
associated with the most intense GSB/SE feature in each
solution are shown overlaid with the associated fit from the
global target analysis in the bottom row of Figure 3. Such long
lifetimes for the monomers are consistent with their high
quantum yields (Table 1). An analysis of the radiative and
nonradiative decay rates (section S14) indicates that Cy5 and
Cy5.5 monomers have similar radiative decay rates (i.e., kr),
which is consistent with their similar peak extinction
coefficients (section S5). Additionally, the analysis indicates
that Cy5.5 monomers have a factor of 2 larger nonradiative
decay rate (i.e., knr), which we attribute to the addition of aryl
groups at both ends of the optically active π-conjugated
network (section S1).
In contrast to the monomers, the spectral features associated

with the transverse dimer, including GSB and SE features,
decay on a much more rapid time scale of ∼31 ps. These
results are consistent with prior observations of excited-state
quenchingthat is, accelerated nonradiative decay directly to
the ground state, i.e., internal conversion (see also section
S15)in DNA-templated homoaggregates.23−26 In addition,
long-lived, negative-going signals are observed at ∼660 and
700 nm. To explore the origin of these long-lived signals, we
performed pump wavelength-dependent transient VIS absorp-
tion measurements (section S16). The results show that when
the transverse dimer solution is pumped at 650 nm, prominent

Table 1. Fluorescence Quantum Yield of Monomer and
Heterodimer Solutionsa

solution fluorescence quantum yield (ΦF)

Cy5 monomer 0.45 ± 0.06
Cy5.5 monomer 0.28 ± 0.04
transverse heterodimer 0.010 ± 0.002
adjacent heterodimer 0.11 ± 0.02

aExcitation wavelength of 615 nm was used to measure the relative
fluorescence quantum yield for all samples. Oxazine 720 and
Rhodamine 800 were used as relative standards for all the samples.
Uncertainty was determined from the error propagation of three
measurements of all samples. For additional details, see Section S3.
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negative-going features at ∼660 and ∼700 nm are observed,
which are consistent with GSB/SE features of Cy5 and Cy5.5
monomer, respectively. Compared with pumping the solution
at ∼615 nm, the intensity of these features has increased while
the intensity of the negative-going feature at ∼615 nm
associated with the relatively strongly coupled transverse
dimer structure has decreased. With a pump wavelength of 690
nm, additional insights are gained. Specifically, the feature
associated with transverse dimer is further reduced in intensity,
the feature associated with GSB/SE of Cy5 monomer is no
longer present, and the most prominent negative-going feature
is the GSB/SE feature associated with Cy5.5 monomer. These
results are consistent with the preferential excitation of Cy5.5
monomer at 690 nm, which is the primary absorber at that
wavelength. More broadly, the results indicate that the
transverse heterodimer solution is heterogeneous and includes
a small subpopulation of monomers, likely as a result of either
static or dynamic heterogeneity.25 Here, because of the optical
selectivity of the constituent dye monomers, such hetero-
geneityalbeit not a major contributor for the 615 nm
pumping experimentis immediately apparent when pumping
the transverse dimer solution at 650 and 690 nm.
We next turn to transient VIS absorption measurements of

the adjacent heterodimer solution. Owing to the appreciable

FQY (Table 1) and disproportionately large amount of Cy5.5
emission (Figure 2 and section S12) in the adjacent
heterodimer solution, we are especially motivated to uncover
dynamics, such as energy transfer from Cy5 to Cy5.5, that
might explain these observations. As such, we performed the
measurement pumping the solution at ∼650 nm, i.e., in the
vicinity of the absorption maximum of Cy5 monomer. Surface
plots of such measurements are shown in Figure 4A. Crucially,
a positive-going feature at ∼455 nm consistent with one of the
ESA bands of Cy5 monomer is observed at early time delays,
which decays at longer time delays where the surface plot
largely exhibits prominent positive- and negative-going bands
at ∼540 and ∼700 nm consistent with Cy5.5 ESA and GSB/SE
features, respectively. Thus, in contrast to the case of the
transverse heterodimer where ∼31 ps time scale quenching was
observed, the observations in the adjacent heterodimer
solution are consistent with the rapid transfer of energy from
Cy5 to Cy5.5 on a few hundred femtosecond time scale.
Further confirmation of the presence of Cy5 features at early
time and the decay into Cy5.5 features at longer time is evident
in the transient spectra plotted in Figure 4B. Here, selected
transient spectra of the adjacent heterodimer solution at the
time origin of the measurement (i.e., at “0” ps) are plotted
along with transient spectra of the monomer solutions acquired

Figure 3. Transient visible absorption of (A) Cy5 monomer, (B) Cy5.5 monomer, and (C) transverse heterodimer solutions pumped at 650, 690,
and 615 nm, respectively, corresponding to each solution’s absorption maximum. Surface plots are on the top, selected spectra are (at 5 ps) in the
middle, and selected kinetics are plotted at the bottom. In the surface plots, vertical lines are included at the probe wavelength corresponding to the
selected kinetics at the bottom. Selected spectra in the middle row show spectrally distinct ground-state bleach, stimulated emission, and excited-
state absorption features for all samples. In the selected kinetics plots corresponding to the ground-state bleach maxima, fits from a global target
analysis (section S13) overlay the kinetics traces. The global target analysis derives lifetimes of 1.7 ns, 930 ps, and 31 ps for Cy5 monomer, Cy5.5
monomer, and transverse heterodimer, respectively.
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at a time delay of 2 ps. The comparison clearly shows spectral
signatures of Cy5 present in the transient spectrum of the
adjacent dimer solution at the time origin of the measurement
(an alternative way of visualizing these observations is shown
in section S17). Namely, features in the vicinity of ∼450, 505,
and 660 nm are associated with ESA and GSB/SE bands of
Cy5 monomer. Such features are no longer evident in the
transient spectrum of the adjacent dimer solution at 2 ps time
delay, which largely remains the same for the duration of the
measurement and decays on a several hundred picoseconds
time scale (section S18). Furthermore, even though the
measurement was performed by pumping directly in the
vicinity of where Cy5 monomer exhibits its most intense
absorption and where the solution itself exhibits considerable
absorption, there is no bleaching in this spectral region at 2 ps.
Taken together, these results are consistent with the transfer of

energy from Cy5 to Cy5.5 in the adjacent dimer on a rapid,
few hundred femtoseconds time scale, followed by the decay of
Cy5.5 on a several hundred picoseconds time scale.
To gain further insight into the dynamics between Cy5 and

Cy5.5 in the adjacent heterodimer, we performed transient
near-infrared (NIR) absorption measurements. Transient NIR
absorption measurements are particularly advantageous
because GSB and SE bands are not present in this spectral
range, thus providing an unobstructed view of ESA bands and
simplifying interpretation of the excited-state electronic
structure and dynamics.66−68 Furthermore, nonresonant
signals, sometimes called “coherent artifacts”, are suppressed,
which facilitates quantitative analyses of particularly rapid
dynamics.66 Figure 5A displays the transient NIR absorption
surface plot for the adjacent dimer solution excited at 650 nm.
A strong negative-going signal is observed below ∼950 nm,

Figure 4. Transient visible absorption of the adjacent heterodimer solution pumped at 650 nm. (A) displays the surface plot and (B) displays
selected spectra at time delays of 0 and 2 ps along with corresponding reference spectra of Cy5 and Cy5.5 monomer control solutions at a 2 ps time
delay. Vertical dashed lines in (B) highlight the positions of distinct spectral features associated with Cy5 and Cy5.5 monomers. Specifically, vertical
dashed lines are shown for ESA and GSB/SE features associated with Cy5 at ∼450, 506, and 660 nm (purple) and for ESA and GSB/SE features
associated with Cy5.5 at ∼540 and 700 nm (red). At the time origin of the measurement, the adjacent dimer solution exhibits spectral features
attributable to both Cy5 and Cy5.5; by ∼2 ps, the spectral features associated with Cy5 are absent, and only spectral features associated with Cy5.5
are observed.

Figure 5. Transient near-infrared absorption of the adjacent heterodimer solution pumped at 650 nm. (A) displays the surface plot, (B) displays
selected spectra at different time delays, and (C) displays selected kinetics traces at 1130 and 1359 nm. Purple and red lines in (A) at ∼1130 and
1360 nm, respectively, are centered at the peak of excited-state absorption bands associated with Cy5 and Cy5.5, respectively. The box outlined by
a black, dashed line highlights the ESA band associated with Cy5 present only at early time delays. (B) shows the decay of Cy5 ESA band is
associated with a simultaneous increase in the longest-wavelength Cy5.5 ESA band. (C) shows the kinetics of Cy5 and Cy5.5 ESA bands along with
the fits from a global target analysis. A considerable portion of the early time kinetics (∼40%) are convolved with the pump pulse (see e.g. section
S21), whose duration was measured to be ∼230 fs (see section S3).
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and strong positive-going features are observed at ∼1130 and
1360 nm. These features are even more obvious in the selected
NIR absorption spectra displayed in Figure 5B. To determine
the origin of these signals, we also performed transient NIR
absorption measurements on Cy5 and Cy5.5 monomer control
solutions (section S19). These results indicate that Cy5 and
Cy5.5 exhibit prominent and distinct NIR ESA bands peaking
at ∼1130 and 1360 nm, respectively. Additionally, Cy5.5
monomer exhibits larger relative negative-going intensity in the
spectral region below ∼950 nm, which we assign to SE of
Cy5.5 monomer based on its red-shifted fluorescence spectrum
(Figure 2). Thus, we assign the features appearing at ∼1130
and 1360 nm in the adjacent dimer solution to Cy5 and Cy5.5
monomer, respectively, and attribute the negative-going signal
below ∼950 nm as arising largely from Cy5.5 monomer.
As can be seen in both Figures 5A and 5B, the intensity of

the NIR ESA band associated with Cy5 decreases over the
course of a few hundred femtoseconds while the SE and ESA
features associated with Cy5.5 increase in intensity. These
results are consistent with the observations in the transient VIS
absorption measurement (Figure 4), further confirming that
energy is being transferred from Cy5 to Cy5.5 in the adjacent
heterodimer. To determine the time scale of the energy
transfer, we performed a global target analysis of the transient
NIR absorption (section S20). Figure 5C displays the transient
NIR kinetics associated with Cy5 and Cy5.5 ESA bands
overlaid with the corresponding fits from the global target
analysis. The results indicate that the transfer of energy
between Cy5 and Cy5.5 in the adjacent heterodimer solution
takes place on a rapid ∼420 ± 20 fs time scale and that Förster
resonance energy transfer (FRET) likely mediates the process
(sections S22−S24). A simple analysis based on kinetic
competition using the Cy5 monomer rate of decay (i.e., ∼1/
1700 ps−1) indicates such rapid energy transfer would result in
an exceptionally large, ∼99.98% transfer efficiency. Such a large
efficiency would be beneficial in any application, such as light
harvesting or nanoscale computing, that utilizes this pair of
dyes to transfer electronic excitation energy in a spatially
directed manner.
We thus arrive at the following photophysical picture for the

same pair of dyes assembled with the same DNA Holliday
junction template but in distinct “adjacent” and “transverse”
dimer configurations (Figure 6). In the case of the transverse
dimer, rapid ∼30 ps relaxation directly to the ground state
takes place, accelerated by an enhanced nonradiative decay
process concomitant with aggregation. In the case of the
adjacent dimer, the system does not rapidly relax to the ground
state. Rather, electronic excitation energy is transferred from
Cy5 to Cy5.5, via FRET, on a rapid ∼420 fs time scale,
followed by the relaxation of Cy5.5 to the ground state on an
∼700 ps time scale. Additional insights into the exact nature of
the dye packing may aid in better understanding the
mechanism of the rapid ∼420 fs energy transfer process.
In conclusion, we have shown that drastically different

photophysics emerge for the same pair of dyes, Cy5 and Cy5.5,
when templated by using the same DNA but arranged in
different configurations. When the dyes are templated in a
“transverse” configuration, the dyes primarily form a dimer that
exhibits relatively strong coupling along with rapid and efficient
quenching, which may benefit applications such as photo-
thermal therapy. On the other hand, when the dyes are
templated in an “adjacent” configuration, the dyes primarily
form a dimer that exhibits negligible coupling and rapid ∼420

fs energy transfer from Cy5 to Cy5.5, which may benefit
applications dependent on electronic energy transfer such as
light harvesting, energy conversion, and nanoscale computing.
The observation of such extremely opposite photophysics for
the same pair of dyes simply oriented in different ways by using
DNA is significant because it demonstrates that DNA
templating may represent a useful platform to tune and
optimize photophysics for target applications.
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